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IN THE SPECIFICATION 



Please arnend the titie as requested by the Examiner as follows ; 



CmATIHG A CHIMERIC TYPE IIG RE STRIC 'OON "^^^'" ^^^'^ 
ENDONUCLEASE AND DETERMINING ITS RESTRICTION 



Please amend th€ paragraph following the heading, "CROSS 
RBFERENCE" to update the status of a priority application as requested 

by Examiner as foiiows; 

This application is a oontinua!.io;vin-part of U,S. patent 
application 10/150,028 filed Nay 17, 2002, abaoooned^ which is a 
divisional application of US. appiicalion 09/693,146 filed October 20, 
2000, nov.* U-S> Patent Ho. 6,413,758 Issued July 2, 2002, each of 
which is hereby Incorporated by reference In Its entirety, 

Please amend the figure legend for Figure 9 (added in the 
response dated November 17, 2007) as foHows; 

Figure 9 shows the sequence alignment of Gamma type 
methylase motifs from AccI, Banlll, BsuBL CvlBIII.. E co S7L 
Hincn^PaiR7L.PstL..IaaL 

Hhal iSm ID NOS:27, 28 . 29. 30, 31.. 32. 33.. 34, 35, 36, 37, 
38^..1-L..4:;L..f:esiJecti^^^^^^ from aisgnmenl- of N6mA D-NA Htases 
and 9N4mC DNA Mtases as described in Figure Ic of Maione et 
al, J. MoL BioL 253:618-632 (1995). 
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Please smend the paragraph beginning on page 34, !rh^ 
18 to Insert two sequence Identifiers as requested ijy the 
Examiner as well as to ypdate tiie address of New England 
Siolatss: 

T-Uv DNA recognition sequences for Sp/7^I ord 8s;..'i dje CTGGAG 
and GTGCAG, respectiveiy. Bsgi endonuclease is a Type IIG en^ytYie 
that: shares 35.4% amino acid sequence identity to BpmL A chimeric 
enzyme was constructed between Bpml and Bsgl, m which the N- 
terminai coding sequence (catalytic domain plus rr^ethylase motifs I to 
jC; vvas derived from [{pry:] and the C-terrninal coding sequcsnce 
(methylsse motifs IV to X and the specificity domain) was derived '"rofn 
Bsgl, The chimeric coding sequence was generated by a two-step PGR 
reaction, PGR primers were designed that can anneai to methylase 
motif IV on both Bpml and Bsgt templates. The amino acid sequences 
in the fusion junction are shown beiow: 
8;?ml F D A 1 1 G N P P Y (SEQ ID NO: 41} 
.6S£?I FDVILGNPpy {SEQ ID HQ:42} 

The forward primer PI described in Example 5 and a new reverse 
primer :P2-' were used to amplify the N-terminai coding sequence from 
BpmMM gene . 

The new reverse mutagenic primer P2' has the following sequence; 
?■ ATAGGGTG-3ATTGCGTAATATTACATCAAAGCCACCATTTGG 3' (P2'), 

(SEQ ID NO; 25) 

PGR conditions were 94X for 5 min, i cvde; 94*C for 30 sec, 55X tor 
30 so:C, ™2"C tor 2 min for 17-22 cycies; 72'-X, 7 min for 1 cyci<-i wstf-i 4 
units of Venl;'-^ DNA polymerase. 

The forward mutagenic primer in the fusion Junction has the following 
sequence; 
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T■■rl^GATGTAATAT^AGGCAATCCACCCTAT.ATAAGAA^TC 3' iPd') 
(SEQ ID NO: 26) 

Since the BsglRM gene was doned in pUC19, primer P3' and a pUC 
unlversel pruner NEB #1221 was used to ampNfy the C-^ternilnaf BsgC 
codsng ^^c-quence. PGR condiUons ware 94X ^o=' 5" mtn, l cvcle; 94-'C 
'Of- 3C- >jec, SS'C for 30 sec, 72}'C for 2 mm for 15--22 cycies; 72"C, 7 
'v>h"i fof 1 cvci<;^ witH 4 units of Venr* DMA poiymerase. The PGR 
products were purified from a iow-meiUng agarose gel and assembled 
by PGR using primers PI' and pUC universal primer #1221 (New 
England Biolabs, Inc., Ip sw ich 8evef4y, MA). The PCR conditions were 
94X for 5 min, 1 cycle; 94''C for 30 sec, 55X for 30 sec, 72X for 3 
m\n 1C sec for i:> cvcle^; 72^'C, 7 min for 1 cycle witr^ 4 unsLv of Venr^^ 
DNA poiymerase, Tne PCR DNA fragment was cloned into pET21«t ar^d 
trar^sforrtied snto T7 expression host ER2566. E. coli host with pACYC- 
Bpmm or pACt'C'Bsgm was also used for transformation. The fusion 
junction was coriflrnied by DNA sequencing. 



